Sensitivity of FASP was tested using SDS lysates from HeLa cells and mouse brain. Peptides were analyzed using a QExactive HF-X instrument. Whole cell lysates of Hela cells were processed with FASP using single or double, consecutive or successive, digestion with LysC or trypsin. The generated peptides were analyzed using a LTQ-Orbitrap mass spectrometer. These datasets accompany "Filter Aided Sample Preparation e A Tutorial" (Wi sniewski, 2019).
sample containing 100 mg total protein was processed with FASP ( Fig. 1B) . After quantification of peptides, aliquots containing 0.25 to 10 mg were analyzed by LC-MS/MS. Raw-data were searched using MaxQuant software. The data are shown in Table 1 . The complete list of identified peptides and proteins is shown Supplemental Table 1 . The raw mass spectrometry data were deposited at PRIDE repository with the dataset identifier PXD014288.
Effect of protein cleavage time on proteomic analysis
The dataset contain data that were collected through mass spectrometry analysis of samples cleaved over different times. Aliquots of HeLa lysate containing 50 mg total protein were processed with FASP using either successive or consecutive digestion with endoproteinase LysC or trypsin (Fig. 2) . The first and the second digestion were carried out for 0.5, 1, 2 or 18h. The eluted peptides were analyzed by LC-MS/MS [1] . The results are shown in Table 2 . The complete list of identified peptides and proteins is shown Supplemental Table 2 . The raw mass spectrometry data were deposited at PRIDE repository with the dataset identifier PXD014288.
Experimental design, materials, and methods

Filter aided sample preparation (FASP)
HeLa cells and thawed pieces (about 50 mg) of mouse brain were homogenized on ice in 2% SDS in 0.1 M Tris-HCl, pH 8.0, containing 0.1 M DTT and lysed as described previously. Sample aliquots Specifications Table   Subject Analytical Chemistry Specific subject area Sample preparation for proteome analysis Type of data The mass spectrometers operated in a data dependent mode with survey scans acquired at a resolution of 60,000 at m/z 400. For CID fragmentation (Orbitrap), up to the 10 most abundant precursor ions from the survey scan with charge þ2 within 300-1700 m/z range were selected. For HCD fragmentation (QExactives) up to the top 15 most abundant isotope patterns with charge þ2 from the survey scan (300-1650 m/z) were selected. Description of data collection Value of the Data Determination of lower limits of sample amount using FASP Testing of short times for protein digestion Data show how consecutive protein digestion increases the yield of conversion of proteins to peptides The presented data can be used for development of proteomic workflows containing 50 mg total protein were processed using either FASP or MED FASP method, with some modifications as described in [4] .
Liquid chromatography e tandem mass spectrometry
Analysis of peptide mixtures was performed using a QExactive HF-X or LTQ-Orbitrap mass spectrometer (Thermo-Fisher Scientific, Palo Alto) as described previously in [4, 5] , respectively. The raw mass spectrometry files and analysis by MaxQuant software.
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